[Abstract] Bone marrow derived macrophages are a type of white blood cell that can be isolated from mammalian bone marrow. In this protocol, a method is described in which bone marrow cells are isolated from mouse leg bones (femur and tibia), and then differentiated to bone marrow-derived macrophages in approximately 10-day culture using L929-conditioned medium. 
L929 cells 2. RPMI 1640 medium (RPMI) (Life Technologies
Be careful not to break the bones. It is important to make sure that all the tissue is removed from the bones since cells associated with this can contaminate the marrow preparation and potentially overgrow the macrophages.
e. Immerse the bones in 75% ethanol for 5 min, then immerse them in DPBS for 5 min and leave them in RPMI+P/S until the next step.
f. Cut off each end of bone.
g. Using a 27 g needle/1 ml syringe filled with bone marrow growth medium; expel the bone marrow from both ends of the bone with a jet of medium directed into a 15 ml cell culture dish. i. After about 10 days, almost all cells become attached BMM'phi's, and then BMM'phi' growth medium is used for further culture and tests.
Recipes
1. Bone marrow growth medium a. Add 5 ml of P/S to a 500 ml bottle of RPMI. Remove 100 ml and save in a clean 500 ml bottle.
b. Add 20 ml of heat-inactivated fetal calf serum and 40 ml of L-cell conditioned medium, and mix well.
2. BMM'phi' growth medium RPMI+10% FBS+10% L-cell conditioned medium
